. Workflow for the sequencing of Ensifer melitoti 1021 and RD64 bacteroids. The bacteroids of both strains were sequenced by a HiSeq2000 Illumina platform, and the resulting short sequencing reads mapped onto the reference genome downloaded from NCBI ((ftp://ftp.ncbi.nlm.nih.gov/genomes/Bacteria/Sinorhizobium_meliloti_1021_uid57603/). The variations between each sample and the reference genome were then identified. Randomly selected mutations were experimentally validated by PCR analysis.
. Workflow for the sequencing of Ensifer melitoti 1021 and RD64 bacteroids. The bacteroids of both strains were sequenced by a HiSeq2000 Illumina platform, and the resulting short sequencing reads mapped onto the reference genome downloaded from NCBI ((ftp://ftp.ncbi.nlm.nih.gov/genomes/Bacteria/Sinorhizobium_meliloti_1021_uid57603/). The variations between each sample and the reference genome were then identified. Randomly selected mutations were experimentally validated by PCR analysis. Figure S2 . Electropherograms of PCR products obtained for one representative mutation selected for Ensifer melitoti 1021 bacteroids. The chromatograms were obtained from three biological replicates (1-3) and the dominant peaks in the sequencing traces which indicate the mutation located in the Sma0233 gene are highlighted with two dashed lines.
Figure S3
. Electropherograms of PCR products obtained for one representative mutation selected for Ensifer melitoti RD64 bacteroids. The chromatograms were obtained from three biological replicates (4-6) and the dominant peaks in the sequencing traces which indicate the mutation located in the Sma0233 gene are highlighted with two dashed lines. Table S1 . Overview of the parameters used for single nucleotide variants (SNVs) and small insertion and deletion (INDEL) calling.
Tools Parameters
Bowtie2 -p 12 --no-discordant -N 0
VarScan --min-coverage 30 --min-reads2 15 --min-avg-qual 25 --p-value 0.01 --min-var-freq 0.03 -output-vcf Freebayes --min-coverage 30 -P 0.99 -C 15 -p 1 -q 25 Samtools varFilter -Q25 NGSQCToolkit -q 20 -n 25 
CGATACGATCACGCTTCTGA ATGCATAGCGGAAGACCATT Primer pairs flanking each SNV were designed using Primer3 software (http://primer3.sourceforge.net/) and used for PCR amplification. PCR products were then subjected to Sanger sequencing. Table S3 . Primers used in qRT-PCR analysis.
Gene ID
Gene Forward (5'3') 
